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FIGURE 1 A. Drug Screening Report for TBT, Lot ARB-E)#99-332 
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SI = 0 



ACVEC50=1.2 



Plaque Reduction - MCG/ML 



10/19/98 
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ACV EC50 = 0.3 



HSV-2 (HFF Cells) 



CPE Inhibition - MCG/ML 
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HCMV (HFF Cells) 



CPE Inhibition - MCG/ML 



10/01/98 
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CC50 >10 



SI >2.0 
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Cytopathic Effect Inhibition and Plaque Reduction Assays For HSV-1, HSV-2, HCMV, 
MCMV, and VSV, in HFF cell cultures. 
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FIGURE IB. Drug Screening Report for TBT, Lot ARB-ID#99-332 



EBV 



VCA - MCG/ML (In Daudi Cells) 
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EC50=1.4 
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ACVEC50= 1.8 



EBV DNA - MCG/ML (In Daudi Cells) 
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Toxicity Assays 



Neutral Red Uptake - MCG/ML (In Stationary HFF Cells) 



09/17/98 



CC50>10 



ACV IC50>100 



GCV IC50>100 



Cell Proliferation - MCG/ML (In Rapidly Growing Daudi Cells) 



10/16/98 



IC50 <0.08 



ACV IC50 >50 



Cell Proliferation - MCG/ML (In Rapidly Growing HFF Cells) 



10/16/98 



IC50 0.02 



ACV IC50>100 



GCV IC50 40.0 



Comments and Recommendations: HCMV PR. This compound is problematic. 



Cytopathic Effect Inhibition and Plaque Reduction Assays EBV in DAUDI cell cultures; 
Toxicity Assays in HFF and DAUDI cell cultures. 
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FIGURE 2. HSV ELISA METHOD 

1 . Remove the growth media HFF cells. 

2. Add 1 00 >il of MEM to the 6 cell control wells. 

3. Add 50 ul of the diluted virus to the remaining wells. 

A. Herpes simplex virus type 1, ATCC # V-733, strain F. HSV-1 (5/3/96), one plate. Dilute stock 1:2000, 
2.0 ul in 4.0 ml MEM. 

B. Herpes simplex virus type 2, ATCC # VR-734, strain G. HSV-2 (5/3/96), one plate. Dilute stock 1 :2000, 
2.0 ul + 4.0mlMEM. 

Clinical strains. 

1. Specimen # 1. HSV-1, December 9, 1997, eye. Dilute stock 1:500, 8.0 ul plus 4.0 ml of MEM. 

2. Specimen # 2, HSV-1, September 30, 1997, oral pharynx. Dilute stock 1 :50, 60 ul plus 3.0 ml of MEM. 

3. Specimen # 3, HSV-2, Nov. 26, 96, oral pharynx. Dilute stock 1:500, 8.0 ul plus 4.0 ml of MEM. 

4. Specimen # 4, HSV-2, Dec. 27, 96, ETT. Dilute stock (May 27, 98) 1 : 100, 40.0 ul plus 4.0 ml of MEM. 

5. Specimen #5. HSV-2, April 1 1, 1998, penis. Dilute stock 1:100, 40 ul plus 4.0 ml of MEM. 

6. Specimen #6. HSV-2, April 24, 1998. Dilute stock 1:100, 40 ul plus 4.0 ml of MEM. 

4. Add the virus to the plates for one hour and incubate the plates at 37° C. 

5. Remove the virus inoculum and add 100 ul of MEM to the virus control wells and add 100 ul of diluted drug 
to each of the remaining wells. 

TBT. Stock TBT contains 624 ug/ml of active component, 1 0-deacetyl-7-xylosyltaxol in 50% ethanol from Rainbow 
Research, Inc. 

a. Warm the TBT and IX MEM to 37° C. The stock TBT was diluted to 4.0 ug/ml by adding 154 ul of TBT 
to 24,000 ul of IX MEM. 
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ELISA RESULTS: 

Antibody to HSV-1 was used at a 1 :2000 dilution. Antibody to HSV-2 was used at a 1 : 1 500 dilution. Read 
with dual wavelength, 630 - 490 nm. 
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FIGURE 3 

HSV-1 ELISA CONTROL (ATCC VR-733, STRAIN F) 
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DATE: 6/24/98 


INOC: 6/22/98 


DRUG: TBT 


VIRUS: HSV-1 



Control TBT-IC50 = 3 \ig/m\ 



Column headings for the ELISA are culture control (CC) representing uninfected cell 
culture; Viral Control (VC), representing infected cell culture; 4-3-2-1-0.75-0.5-0.25-0.1 
are viral infected cell cultures to which 4 to 0.1 |ug/ml Taxus Brevifolia Tincture (TBT) 
has been added. 
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FIGURE 4 

HSV-1 ELISA, CLINICAL SPECIMEN #1 
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DATE: 6/24/98 


INOC: 6/22/98 


DRUG: TBT 


VIRUS: HSV-1 



Specimen #1 TBT-IC50 = 3 ^ig/ml 



Column headings for the ELISA are culture control (CC) representing uninfected cell 
culture; Viral Control (VC), representing infected cell culture; 4-3-2-1-0.75-0.5-0.25-0.1 
are viral infected cell cultures to which 4 to 0.1 jag/ml Taxus Brevifolia Tincture (TBT) 
has been added. 
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FIGURE 5 

HSV-1 ELISA, CLINICAL SPECIMEN #2 
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DATE: 6/24/98 


INOC: 6/22/98 


DRUG: TBT 


VIRUS: HSV-1 



Specimen #2 TBT-IC50 = 0.25 \ig/m\ 



Column headings for the ELISA are culture control (CC) representing uninfected cell 
culture; Viral Control (VC), representing infected cell culture; 4-3-2-1-0.75-0.5-0.25-0.1 
are viral infected cell cultures to which 4 to 0.1 ng/ml Taxus Brevifolia Tincture (TBT) 
has been added. 
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FIGURE 6 

HSV-2 ELISA CONTROL (ATCC VR-734, STRAIN G) 
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DATE: 6/24/98 


INOC: 6/22/98 


DRUG: TBT 


VIRUS: HSV-2 



Control TBT-IC50 = 0.75 ng/ml 



Column headings for the ELISA are culture control (CC) representing uninfected cell 
culture; Viral Control (VC), representing infected cell culture; 4-3-2-1-0.75-0.5-0.25-0.1 
are viral infected cell cultures to which 4 to 0.1 ng/ml Taxus Brevifolia Tincture (TBT) 
has been added. 
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FIGURE 7 

HS V-2 ELISA, CLINICAL SPECIMEN #3 
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DATE: 6/24/98 


INOC: 6/22/98 


DRUG: TBT 


VIRUS: HSV-2 



Specimen #3 TBT-IC50 = 2.0 ng/ml 



Column headings for the ELISA are culture control (CC) representing uninfected cell 
culture; Viral Control (VC), representing infected cell culture; 4-3-2-1-0.75-0.5-0.25-0.1 
are viral infected cell cultures to which 4 to 0.1 ng/ml Taxus Brevifolia Tincture (TBT) 
has been added. 
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FIGURE 8 

HS V-2 ELISA, CLINICAL SPECIMEN # 4 
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DATE: 6/24/98 


INOC: 6/22/98 


DRUG: TBT 


VIRUS: HSV-2 



Specimen #4 TBT-IC50 = 0.25 ng/ml 



Column headings for the ELISA are culture control (CC) representing uninfected cell 
culture; Viral Control (VC), representing infected cell culture; 4-3-2-1-0.75-0.5-0.25-0.1 
are viral infected cell cultures to which 4 to 0.1 ^ig/ml Taxus Brevifolia Tincture (TBT) 
has been added. 
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FIGURE 9 

HS V-2 ELISA, CLINICAL SPECIMEN #5 



cc 


VC 


4 


3 


2 


1 


0.75 


0.5 


0.25 


0.1 


Hg/ml 


0.016 


0.220 


0.041 


0.026 


0.052 


0.121 


0.134 


0.109 


0.159 


0.104 




0.013 


0.219 


0.017 


0.045 


0.048 


0.084 


0.078 


0.084 


0.130 


0.114 




0.003 


0.128 


0.031 


0.067 


0.029 


0.069 


0.071 


0.043 


0.107 


0.120 




0.033 


0.210 


0.010 


0.051 


0.077 


0.061 


0.062 


0.055 


0.184 


0.100 




0.022 


0.256 


0.025 


0.068 


0.094 


0.062 


0.083 


0.104 


0.131 


0.200 




0.036 


0.167 


0.018 


0.083 


0.137 


0.131 


0.111 


0.107 


0.134 


0.141 


























0.021 


0.200 


0.024 


0.057 


0.073 


0.088 


0.090 


0.084 


0.141 


0.130 




























0.180 


0.003 


0.036 


0.052 


0.068 


0.069 


0.063 


0.120 


0.109 






























1.8 


20.1 


29.2 


37.6 


38.6 


35.2 


67.0 


60.9 




DATE: 6/24/98 


INOC: 6/22/98 


DRUG: TBT 


VIRUS: HSV-2 



Specimen #5 TBT-IC50 = 0.5 jig/ml 



Column headings for the ELISA are culture control (CC) representing uninfected cell 
culture; Viral Control (VC), representing infected cell culture; 4-3-2-1-0.75-0.5-0.25-0.1 
are viral infected cell cultures to which 4 to 0.1 jig/ml Taxus Brevifolia Tincture (TBT) 
has been added. 
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FIGURE 10 
HS V-2 ELISA, CLINICAL SPECIMEN # 6 



cc 


VC 


4 


3 


2 


1 


0.75 


0.5 


0.25 


0.1 


Hg/ml 


0.013 


0.125 


0.024 


0.022 


0.015 


0.014 


0.045 


0.018 


0.013 


0.039 




0.012 


0.154 


0.028 


0.017 


0.111 


0.011 


0.077 


0.037 


0.055 


0.050 




0.019 


0.146 


0.015 


0.061 


0.061 


0.019 


0.009 


0.009 


0.079 


0.103 




0.017 


0.128 


0.043 


0.021 


0.024 


0.124 


0.012 


0.037 


0.058 


0.075 




0.017 


0.128 


0.045 


0.024 


0.023 


0.102 


0.032 


0.058 


0.061 


0.049 




0.033 


0.092 


0.029 


0.017 


0.033 


0.035 


0.061 


0.021 


0.082 


0.077 


























0.019 


0.129 


0.031 


0.027 


0.045 


0.051 


0.039 


0.030 


0.058 


0.066 




























0.110 


0.012 


0.009 


0.026 


0.032 


0.021 


0.012 


0.040 


0.047 






























11.0 


7.7 


23.6 


29.3 


18.9 


10.4 


35.8 


42.6 




DATE: 6/24/98 


INOC: 6/22/98 


DRUG: TBT 


VIRUS: HSV-2 



Specimen #6 TBT-IC50 = 0.1 \ig/m\ 



Column headings for the ELISA are culture control (CC) representing uninfected cell 
culture; Viral Control (VC), representing infected cell culture; 4-3-2-1-0.75-0.5-0.25-0.1 
are viral infected cell cultures to which 4 to 0.1 (ig/ml Taxus Brevifolia Tincture (TBT) 
has been added. 



